Imtmdmetimti 

There are three pre:vi:-ri;j.'hve color teai-i that itiay be used to sorceoa sempk for the 
preseoec oloharatua^e/droxybutytk: Acal (v'H OT) that itave beeo approved-for isxc by thit 
iaboraiory. it ehortld be ta>t;e<J that it is stot aecessary to peribnts all tfereS: tests, however 
trtore irdbrroahors svili be derived tfaO three i-t'these tests are perfoonedi 

Additiorailiy. the color of the saxopk' solutiao should he taken; into aevount svrsett 
evuloahag the color ehraspes that tstay occtrr 

Saferyt 


All Mlety reqoiremersts gs oittUued irr ilte Unit arid I.ab'-wide safety ioarmals. should be 
IhMowed, Note ilmt soote of the utatcnals tuav be toxic . ■ 


MMerlals Nee 

Metiranol 
Water 
E&auoi 
f.k'.>; trosc. 

.Art; 0 rre Hyorochlondc 
Chtloropbenrd Red 
Broraocresol Purple 
Bror.uothyoiol .Brae 
Broroocresol Greco 
Methyl firatige 
Giinrraa” hydroxy batyrie Acid 
BBfkaOIi 

CfBB Spoi Test MM 


are Eeageuts: 


Reagetti Prepatatlott: 

(Note; I'he total reageut voltttae ittay be adjtisted as 
aiateriab is corrsLsteut as described beloo'). 


seeded, as loaa: as thelattos or 


Chlorophetird Red: 

0.004 grants ehlorophettol ted ist 10 ml tsshety adtust pH to 7.0 ssBb 0,1N Na.()fl. 

Modifted Sch'vveppe.s .Reagettl. 

Solution .A; 0.50 grains dextrose iit .5 tnl water 

Soludort B; O.bO grants ainliue hydrochloride Irr 5 rcil ethanol. 

Mix both solutions tocethcr a-ai dilute to 20 o'd total volume with methanol. 
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Tesi Mixture &i3 ml Chsurpiterrol --ed and inti 


i a* U i i: cd rS V i i V^r C V' 


gent. 


A xmall ismounl of sample m TnUtid is added t 
sfioxiid be checked and recfsrded. If seccssagv 
NaOH to 7, Then, 1 M drops of test reagent « 
ioixcd, Addithtnallv; die mager;;. shordd 


a cah'urc tabc. live pH of this soindoo 
ij:se pH slvould be adjusted vdtfs 0.1 H 
is added tn tise <;:uhere tube at'd gentis 
; ssf-ted oa distilled vvaie? to cheek the 


ei feedveness r*! tiio reaueat 


A posit.ivs result scill pxtduce a color 
coocenUatioiv o! •he sasrtple. A-t Itam 
GH8. 


S'deu. ortmim miA dark red, depeadfrig oo tbe 
ate orduge-red: ccior hidicstes the oresence of 


lAe distilled water (aegadve cood'Oli sboyld proddfie a yellow cokrr, sio.dlai' lo the color 
of die reageot. If this does mot occup ihenlbe reageutsteuld be discarded. 

A fi'iO'Uii siaratard of kltiB sltould be nav as wa-ll, Ati ittu'isediate ora.'age"red color 
iiidicates 3 oositive .result 


licageid Prepafatiou: 

(Noie: The total reagsot s'ohinvc may he adjusted iw oeeded 
roateriais is consLstertt as desirdbed below). 


as torts as tpe ratvo of 


Brotni}c.resi;d Pustplec 

0 0(14 grams bromociesol purple in 10 at] svatep adjust pH to ?.0 with 0, IN 
NaOli 

Bron t'OdAru.ol B hte i 

0.004 grauis broriiothyavicl blue lo ICHnl writer, adiirst pH to 7.0twitlv O.IN NaOIL 

NIodilied Schweppes Reagerti 

doluhori ,A.: 0.50 grants dextrose hi 5 m.l water 

Soiutiori B; 0a>0 grants aniline hydrochkaide .in 5 urd. etbauol. 

Mix both solutions together and dilute to 20 ml total veUnn-e with ssethartel, 


O f iB l est #d: 

-lest .Reagent:: MixUM’e ofd rul of bromocresol purple and 4 n:d of bromothyrnoi blue. 
Theu, 7 Oil of this mixtutw is added to 1 ml of Modilied Schweppes Reageiol and mixed. 

A small a.ittoont of sample in ligttid is added to a culttrre tribe. The pH of du's sedution; 
shoiild be checked and recorded. If tteeessary. the pH shots.ld be adntAed with O.IN 
Nat.tfl to 7. Iheri, 1-2 drops of test reagettt #2 is added to the cultore tube and twutly 
mixed, AddidomdbA the test reagent sltould be tested ort distilled writer to check the 
efCecliveness of the reageaf. 
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A positive resu-k vvill produce a color betweso iavendcr aod deep purple,. depetKiiT,ig on 
the concenP'aUon oi’ihe srrniple. Ao immediate iwrole cedor mdicates tke presence of 
GIdB, 

The distiOod water (negative eojuroij should produee a yellow eolorv sia:nlar to the color 
of the reagent. If d-is df>e$ isot occiuc then the reageot si-ould be discarded. 

A kaowu standard of GMB shouki be rmi as well. An hnmediate iaveudeo'deep piupie 
color indicatea a -jositive result. 


Reagent Pre|sarath'>n; 

(Note: The total reagent volmne may be ad|usted as needed, as long as tbe ratio of 
mater.;aJs is cortsistent as described helovv). 

1, l;,bo!noeresoi (jree.t!: 

O.OCis grams bfcrmocresol green Irt It) ml water, adjust pH, toT.k witht), IN NaOM. 

2. Methvi Orarme: 

■ y-.' 

0.01 grams methyl orange in 10 ml water, adjust pTI to 7.0 with 0. IN NaOTh 

.1. Modilkd Sclwveppes Fmageut 

Solitdon .4; O.eO grama de.xtro.se In 5 ml water 

Seintion Br 0,60 grams anikite hydrochloride in 5 ml ethanol. 

Mix berth soluiknts together and dilute to 20 .md total volume svith rneiitaT.toi 

G HB Test #3: 

l est Reagent: Mixture of 4 ml CfFbrontocresol green and 4 nti of ntethyi orange. rite.!p 6 
ml of this irrixture xvas added to 2 mi of Modllied Schweppes Reagent astd mixed, 

A stmall amnuat of sampie in liquid is added to a cukitm tube. The pid rtf this so intion 
should be checked and recorded. If necessary, the pll shmdd be adiiaked with 0.1 N 
NaOTI to 7. Then, I -A d:rops of te.st reagent 42 is added to tite ctrlmre ttsbe a:ad gerrtly 
mixed, Adslitionally, the test reagent should be tested on distilled water to disck the 
oRectrvencss of the reagent, 

A |.50sit;ive result will produce a color between leaf green ami deep blue-greerc deoendii ’g 
ou the concentrsiiosi of the ,sa.mplc. An immediate areen color •ndicates the presem'c of 
GIIB. 

The distiiledavater (Bogarivc connolj should pfodnec an orauge-plnk color, sinular to the 
color of the roap:nt. If this docs not occur, thou the reaucut should be discarded. 
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A fa'fftWB ssmdard irf CH IB sl«>uld be rati as wsH. 
gresti color indicates a posdive result. 


An iritmediate leaf-e 


in-'oeea 



QasHiiy Cor.ibr«rl Froseslwr^ of Reagfiiits; 

All of the gaidetines oolliaed in the l>n,sg U-Hr QiiaHty Coomrl 




die.se GMB ICeae,esits, vAdi dii.s arkildooe.! •ti.forata.tiiv-a,; 



io 


rite ecu 

le 

desi;; 

.iiation ft 

i solutioa lot uttt 

ihers t>v1l 

i be assigned ftota ibe fel lowl ag It s 

GHBI- 

A 

est R 

eageutvl 




Q.ir8:r= 

N 

m Ri 

eageut 2 




GHB.I'-' 


est R 

eageut .3 




As huU- 

C.C4 

led, s 

11 orilie j 

:Ot aambers vstll 1 

>^mxi.w}x 

It .number 101 and be aasigjiod 

commK 

ni 

yely i 

ep. CiriB 

1 “101, etc) 




lAo .maggiits Ho norooed lo be lested oa a regular 
used a positive aa<! a aeuatAe coairol sboald be tit 
(see ptoceHase dosertedPa), TIte reageuts sbotdd; I 
use. 


seacdrtle 
itt to mm. 
jg stored 


, l■lorvevor, paobalrgo tfeey ase 
re die-y are worblug properly 
is ills reAtgsrHior smm. siot la; 


Mefereucet 

Mtcrograai. Vofame KXX^, No, 


iaouary 2bb'l 
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